Isolation and purification of chemokines from natural sources.
Chemokines (e.g., IL-8) were originally identified as chemotactic proteins obtained from various different natural sources. Today, using the genome walking strategy an ever-increasing number of novel genes encoding chemokines have been discovered that were expressed in bacteria or eukaryotic cells and subsequently tested for biological activity. Usually biological significance of the considered chemokine is extrapolated from these data. The increasing evidence, however, that post-translational modification of chemokines can dramatically affect its biological activity makes it necessary to identify the naturally occurring chemokines in order to identify its biological function. Furthermore, with the isolation of natural chemokines, evidence is provided that transcription of chemokine genes is really followed by translation into a bioactive molecule. Purification of chemokines from natural sources requires special strategies: The bioassay or immunoassay should allow screening of high-performance liquid chromatography fractions and detection of the required chemokine at low concentration. Parameters that affect the detection of bioactivity and immunoreactivity (giving either false positive or false negative results) should be carefully considered. In this article methods for molecular characterization of chemokines from both cell culture supernatants and human tissue (lesional inflammatory skin scales) will be described.